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Supplementary Figure S3 . Rhp54-GFP foci quantitation using Nikon NIS-Element software.
Cells are stained with DAPI (nuclear staining). DAPI and GFP images were taken using a Nikon Eclipse Ti-E fluorescence microscope with Z-stack function, and processed using the EDF (extended depth of field) function in Nikon NIS-Element software to combine images into an allin-focus image. The processed images were then subjected to the following steps: (A) (From left to right) First, the nuclear position was determined using DAPI images. A binary layer (yellow) was created by manually determining the position of the nucleus. This binary layer was then converted to a region of interest (ROI) layer, equivalent to a tracing paper, and all nuclear spots were given a ROI ID or number. (B) (From left to right) Next, the background was subtracted from the GFP image to enhance the GFP spots of Rhp54 by drawing a box (red) at an area without cells.
The local contrast was then set to 3 degrees and a radius of 0.65 µm to further enhance the GFP foci. GFP foci were quantified using the "General analysis" function, and selecting "Bright spot 
